. Distribution of fitness effects of codon substitutions in (A, B) HB36.4 and (D, E) HB80.3 determined using codon enrichment values for experimentally observed codon substitutions. The distribution is partitioned into codon changes with 1-, 2-, and 3-base changes. The red dashed vertical line indicates the enrichment value of the parental genes, and the blue dashed horizontal bar indicates the fraction of all possible mutations of the gene that are point mutations. The difference between Fig. 2 and this figure is that in Fig. 2 , the amino acid enrichment values from Whitehead et al. (17) were used and all the synonymous codon substitutions that could encode an amino acid substitution (whether they were present in the library or not) were assigned the same enrichment value. In this figure, only experimentally observed codon substitutions with >100 counts in the unselected library were included, and the enrichment values were calculated on an individual codon basis. (E) Median enrichment values for types of codon substitutions. 
4/9

Supplementary
